Supplementary Figure 2. Expression of endothelins in the STG arterial routes. (a-b)
Serial sagittal sections of wild-type embryo at E14.5 labeled by in situ hybridization for Ednra (a) and Ednrb (b) showing that Ednra and Ednrb genes are expressed by subpopulations of STG neurons. (c-j) Serial transverse sections of E14.5 Tie2Cre/R26R lacZ embryo at the level of the aortic arch (c, e, g, i) and the left subclavian artery (d, f, h, j) stained with X-gal (blue), immunostained for TH (brown) and labeled by in situ hybridization for indicated genes (purple). Arrows denote axonal projections from STG along the aortic arch (e, g, i) and the subclavian artery (f, h, j), showing the absence of endothelin gene expression in endothelium and smooth muscle of the juxtaposing arteries. Abbreviation: bca; brachiocephalic artery, drg; dorsal root ganglion, lsca; left subclavian artery. Scale bars; (a-b, e-j) 50µm, (c-d) 100µm. LacZ embryo at E14.5 stained with X-gal. Recombination was evident in sympathetic neurons of STG (a, c) and a subpopulation of DRG neurons (a) of the thorax. The TH-Cre transgene is not active in the SA node (b, d) which is TH immunoreactive ( Fig. 1, Supplementary Fig. 1 ). No recombination was detected in the cardiac great vessels or the heart (a, b). (e-h) Transverse sections of Tbx18Cre/R26R LacZ embryo at E14.5 stained with X-gal. Recombination was evident in smooth muscle of the superior vena cavae (eg) and the sinus horn (h). Magnified views of the left and right superior vena cava and the sinus horn in e-h are shown in i-l and m-n, respectively. Arrows point to the juxtaposition of STG axons (brown) and Tbx18Cre-labeled smooth muscle wall of the venous routes (blue). Abbreviations: AA; aortic arch, rsh; right sinus horn. Scale bars; (a-f) 100µm, (c-d) 20µm, (e-l, m-n) 50µm. lacZ embryos at E11.5 (e-f) and E12.5 (g-h) stained with TH (e, g) and Xgal (f, h). Sections show the most rostral part of the sympathetic chain (e-f) and SCG (g-h). Recombination efficiency of the THCre driver in sympathetic neurons is approximately 35-40% by E11.5, 80-85% by E12.5, and completed by E14 ( Supplementary Fig. 3c ) when the STG projections to the heart are initiated. (i) Transverse section was from E12.5 Tie2Cre/R26R lacZ embryo stained with Xgal. Recombination events were evident in all endothelial cells of the base of internal carotid arteries and the external carotid arteries. Note that the SCG phenotype in THCre/Ednra mutant (b) is hypomorphic due to incomplete Cre recombination efficiency in sympathetic neurons at E12.5. Abbreviations: bic; the base of internal carotid artery, ec; external carotid artery, ic; internal carotid artery sc; sympathetic chain ganglion, scg; superior cervical ganglion. 
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